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. Intracellular localization of the PIHit RNA. Livers were dissected from 7 days-old mice and nuclei were prepared as previously described (1). RT-qPCRs targeting the U3 snoRNA, the PIHit RNA or the Igf2 mRNA were performed on total RNAs isolated either directly from tissue samples (full cellular RNA) or from purified nuclei (nuclear RNA). For each transcript, the ratio of the quantifications obtained on the full cellular RNA and nuclear RNA was calculated and normalized to the ratio obtained for the U3 snoRNA (100%), which is a typical nuclear RNA. Error bars represent s.e.m. of quantifications performed on 2 independent RT reactions (random priming). The levels of PIHit RNA was quantified using the LN11S/LN11AS primer pair. Sequence of primers used for qPCR quantifications are given in Tables S2. Figure 4 . Genomic HRS assays. (A) We performed genomic HRS assays to map potential regulatory elements encompassing the Igf2/H19 intergenic region (BamHI site 10 and its surrounding region: site 16 to site 9). In addition to the previously described A/Trich MAR2 and MAR3 sequences (2), two regions (HRS1 & HRS2) were found significantly enriched in the HRS fraction relative to a negative control (CN / background of the assay). Both sequences were active in the day 7 postnatal liver but not in 30 day-old mouse liver when the Igf2 and H19 genes become repressed. Since these regions were not predicted as classical AT-rich MAR sequences (MAR-Wiz 1.5 software [www.futuresoft.org]), we named them High-salt Recovered Sequences 1 and 2 (HRS1 and HRS2), according to a previously proposed nomenclature (3) . Error bars represent s.e.m. of 4 independent genomic HRS assays. (B) Additional genomic HRS assays using the frequent cutter StyI restriction enzyme allowed to map the HRS1 to a 686 bp StyI fragment. Error bars represent s.e.m. of 2 independent genomic HRS assays. (C) Finally, genomic HRS assays performed on 7 day old mouse livers of hybrid mice (M. m. domesticus female X SDP711 male and the reverse cross) and allelespecific qPCR quantifications demonstrated that the HRS1, as well as the HRS2, are preferentially active on the paternal allele (upper and lower panels respectively). Error bars represent s.e.m. of 2 independent genomic HRS assays. Sequence of primers used for qPCR quantifications are given in Tables S5 and S6 . (B) Electrophoregram of the sequenced 5'RACE product amplified from the capped RNA fraction. This sequence identified a unique Cap site located 535 bp upstream from BamHI site 11). Note: the sequence read on the electrophoregram was in "antisense" orientation relative to the Igf2/H19 transcriptional orientation. The reverse complement ("sense") sequence is indicated in bold. 
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